siRNA-mediated transient knockdown of RUNX3
A RUNX3-targeting siRNA duplex was introduced into YD10B cells using Lipofectamine RNAiMAX (Invitrogen Life Technologies, Carlsbad, CA, USA) in a 24-well plate. RNAi duplex and RNAiMAX were mixed at a ratio of 6 (pmol):1 (μl) in Opti-MEM and incubated for 20 minutes at room temperature. YD10B cells (1 × 10 3 cells/well) in complete medium without antibiotics were added and incubated for 48 h. The cells were used for further experiments. On day 28, two-dimensional (2D) images of the collected carvaria were generated from the μCT data using the NRrecon software, and 3D images were reconstructed from 2D images with the rapidform2006 software. BV/TV (%), BS/TV (1/mm), and BS/BV (1/mm) served as bone morphometric parameters of the calvaria were determined using the μCT images. Serum levels of the bone turnover markers Ca
2+
, ALP, and TRAP5b were estimated using kits as described in the Materials and Methods. The results are expressed as the median with interquartile range of 6 mice per group. 4 cells/0.1 ml) were seeded into the upper chamber coated with gelatin and Matrigel. Complete medium containing 5% FBS and 10 ng/ml TGF-β was added to the upper chamber, and the lower chamber was filled with 0.6 ml of complete medium containing 10% FBS. The number of invaded cells was counted as described in Material and methods. The results are expressed as the mean ± SE. 
